Background Ethnic variability in the pharmacokinetics of organic anion transporting polypeptide (OATP) 1B1 substrates has been observed, but its basis is unclear. A previous study hypothesizes that, without applying an intrinsic ethnic variability in transporter activity, allele frequencies of transporters cannot explain observed ethnic variability in pharmacokinetics. However, this hypothesis contradicts the data collected from compounds that are OATP1B1 substrates but not breast cancer resistance protein (BCRP) substrates. Objective The objective of this study is to evaluate a hypothesis that is physiologically reasonable and more consistent with clinical observations. Methods We evaluated if allele frequencies of two transporters (OATP1B1 and BCRP) are key contributors to ethnic variability. In this hypothesis, the same genotype leads to the same activity independent of ethnicity, in contrast to the previous hypothesis of intrinsic ethnic variability in OATP1B1 activity. As a validation, we perform mechanistic pharmacokinetic modeling for SLCO1B1 (encoding OATP1B1) and ABCG2 (encoding BCRP) genotyped pharmacokinetic data from 18 clinical studies with healthy Caucasian and/or Asian subjects. Results Simulations based on the current hypothesis reasonably describe SLCO1B1 and ABCG2 genotyped pharmacokinetic time course data for five transporter substrates (atorvastatin, pitavastatin, pravastatin, repaglinide, and rosuvastatin) in Caucasian and Asian populations. Conclusion This hypothesis covers the observations that can (e.g., ethnic differences in rosuvastatin pharmacokinetics) or cannot (e.g., lack of differences for pitavastatin pharmacokinetics) be explained by the previous hypothesis. It helps to characterize sources of ethnic variability and provides a foundation for predicting ethnic variability in transporter substrate pharmacokinetics. 
Introduction
Many efforts have been undertaken in the past decade to understand the roles played by transporters in drug pharmacokinetics, pharmacodynamics, and toxicity. Their importance in drug absorption, disposition, and elimination has been recognized by academia, industry, and regulatory agencies. Among drug transporters, organic anion transporting polypeptide (OATP) 1B1, a hepatic uptake transporter encoded by gene SLCO1B1, has probably received the most attention. Previous studies have shown that SLCO1B1 genetic variations may lead to changes in OATP1B1 activity in both in-vitro and clinical studies [1] . In addition, pharmacokinetic profiles of OATP1B1 substrates differ among ethnic groups (particularly Asian and Caucasian populations) [2] . These differences contribute to the inter-individual variability in the clinical pharmacokinetics of drugs, raising questions of how these observations may guide future clinical practice to achieve pharmacological effects while avoiding toxicological effects in each patient. For example, should the dose be adjusted for ethnic differences, genetic variations, or both? To answer these questions, it is important first to understand the mechanism governing the observations.
A previous report states that with the same genotype of SLCO1B1, OATP1B1 activity in an Asian population is about half of that in a Caucasian population, suggesting that along with allele frequencies of transporter genes, an intrinsic ethnic variability in activity could be an independent source of pharmacokinetic variation [2] . This conclusion is supported by the fact that the allele frequencies of SLCO1B1 per se cannot describe the higher plasma exposure of rosuvastatin, an OATP1B1 substrate, in the Japanese population than that in the Caucasian population [2] . However, it is hard to interpret physiologically the source of the proposed intrinsic ethnic variability; given that a recent study shows similar or slightly elevated hepatic expression levels of OATPs in Asians relative to Caucasians [3] . In addition, when a unified intrinsic ratio between Japanese and Caucasian populations is applied to multiple compounds, improved agreement between observed and predicted clearances is observed for some compounds but not for others [2] , suggesting the intrinsic ethnic variability may be compound dependent. For certain OATP1B1 substrates (e.g., repaglinide and pitavastatin), Asian and Caucasian populations have similar pharmacokinetic profiles [4, 5] . Applying both the intrinsic ethnic variability of OATP1B1 and the allele frequency-caused variability will over-predict the clearance difference between Asian and Caucasian groups for these compounds. As a result, this hypothesis has been challenged [3] ; thus, we evaluate alternative proposals by a quantitative approach.
For an improved understanding of the ethnic variability of the pharmacokinetics of transporter substrates, we analyze OATP1B1-genotyped clinical pharmacokinetic data for atorvastatin, repaglinide, pitavastatin, pravastatin, and rosuvastatin in Caucasians and three Asian groups (i.e., Chinese, Japanese, and Korean) with a physiologically based pharmacokinetic (PBPK) model. We also include in the analysis the allele frequency of breast cancer resistance protein (BCRP, i.e., ATP Binding Cassette Protein G2) encoded by the ABCG2 gene. The BCRP polymorphism and its allele frequency previously have been proposed as sources for the observed ethnic variability [3] . Two extensively studied transporter mutations SLCO1B1 c.521T[C and ABCG2 c.421C[A are included in the current study. We show that a PBPK model can reasonably simulate the clinical pharmacokinetic time course data for SLCO1B1 c.521TT, c.521CC, ABCG2 c.421CC, and c.421AA carriers in four ethnic groups, without assuming an intrinsic ethnic variability.
Methods

Constructing Physiologically Based Pharmacokinetic Models to Analyze Genotyped Pharmacokinetic Data
Time course pharmacokinetic data for OATP1B1 transporter substrates available from healthy subjects in more than one ethnic group are included in this analysis. A previously published PBPK model structure incorporating hepatic active uptake (CL act ), passive diffusion (CL pass ), and biliary excretion (CL bile ) or metabolism (CL met ) [6] was used to analyze all the pharmacokinetic data in this study. Briefly, all tissues were connected with circulating blood. The compound distribution was perfusion limited in all tissues except for the liver, which was modeled as permeability limited with five sequential segments. Every segment included one pair of extracellular and intracellular sub-compartments with CL act , CL pass , and CL bile or CL met incorporated. Absorption was described empirically using two sequential compartments with first-order absorption rates (k a ) and F a F g (i.e., the product of the fraction of a dose absorbed and the fraction of a drug passing though the gut wall without metabolism) in each compartment. The parameter values are assumed the same for the two compartments. To simulate the enterohepatic recirculation, there are five sequential compartments, with the same firstorder transit rate (k bile ), between the liver intracellular compartments and the first absorption compartment. MATLAB was used for the modeling (Mathworks, Natick, MA, USA). The schematic for the model structure is provided in Fig. S1 of the Electronic Supplementary Material (ESM).
Assuming that OATP1B1 is the major transporter responsible for CL act , in the model, SLCO1B1 c.521TT carriers in different ethnic groups have the same CL act , as do the c.521CC carriers. The impact of BCRP genetic variation on the pharmacokinetics is reflected through the empirical term, F a F g . To simplify the analysis, only wildtype (SLCO1B1 c.521TT or ABCG2 c.421CC) and homogenous mutation (SLCO1B1 c.521CC or ABCG2 c.421AA) data are included. To our knowledge, no pharmacokinetic time course data have been published with both SLCO1B1 and ABCG2 genotyped. As such, in modeling SLCO1B1-genotyped data, we have to assume that the allele frequencies of ABCG2 genotypes in these studies are the same as previously published values (Table 1) . A similar approach is taken when modeling ABCG2 genotyped data, and making assumptions about SLCO1B1 frequencies [7, 8] .
The Model Parameterization
The values for physiological parameters (e.g., tissue weights and blood flows, Table S1 of the ESM) have been previously published [9] . The compound-specific values (e.g., plasma and liver intracellular free fraction, blood-toplasma ratio, pKa, and LogD 7.4 ) are provided in Table S2 of the ESM. For non-liver tissues, the compound partition coefficients between tissue and blood are calculated using a previously published approach [10] . The renal clearances of pravastatin and rosuvastatin are fixed at 26.5 and 12.3 L h -1 [11, 12] , and are assumed to be the same across different populations according to a previous study [2] .
The hepatic CL act values are shared by the carriers with the same SLCO1B1 c.521T[C genotype, independent of [7, 13] . Hepatic clearance processes, k a , and F a F g , are simultaneously estimated by fitting all genotyped data for a given compound. Because all the genotyped pharmacokinetic data included here are generated with oral dosing, it becomes challenging to precisely estimate both clearance and F a F g . As such, F a F g is estimated first for every compound with its ungenotyped Caucasian pharmacokinetic data following intravenous and oral dosing. To be specific, for rosuvastatin, pitavastatin, and pravastatin for which pharmacokinetic profiles are affected by biliary excretion and enterohepatic recirculation of the parent drug, ungenotyped F a F g is determined using the PBPK model (Fig. S2 of the ESM); while for repaglinide for which metabolism is the major elimination pathway, F a F g can be estimated with empirical equations, i.e., bioavailability/ (1 -blood clearance/hepatic blood flow). No atorvastatin (i.e., another compound with a metabolism-driven disposition) pharmacokinetic time course data following intravenous dosing are published; thus, F a F g is fixed at a previously reported value of 0.24 [14] . The value of F a F g in ungenotyped studies is assumed to be the same as the value of F a F g in c.421CC groups because of the very low frequency of c.421AA in the Caucasian population (about 1%, Table 1 ), and very similar pharmacokinetic profiles between c.421CC and c.421CA carriers [7, 8] . Then, F a F g values for the c.421CC groups are fixed when estimating other parameters including F a F g values for the c.421AA groups.
SLCO1B1 c.521T[C genotyped rosuvastatin data in Caucasian, Chinese, and Korean populations, pitavastatin data in the Korean population, pravastatin data in the Caucasian population, atorvastatin data in Caucasian and Korean populations, and repaglinide data in Caucasian and Chinese populations are used in fitting. ABCG2 c.421C[A genotyped rosuvastatin data in Caucasian and Chinese populations, pravastatin data in a Caucasian population, and atorvastatin data in a Caucasian population are also used in fitting. Assuming linear kinetics, all data were scaled to a 10-mg dosing amount. Clinical data were digitized from published mean pharmacokinetic time courses, with references provided in Table S4 of the ESM.
Given the complexity of the model structure and the number of estimated parameters, a numerical global optimization method (i.e., differential evolution) initially optimized the parameter values. For a better understanding of the uncertainty associated with parameter estimation, the globally optimized values were fed into a Markov chain Monte Carlo (MCMC) method [15] as the starting point to approximate mean estimates and their 95% confidence intervals. Table 2 and Table S3 of the ESM show the parameter values and confidence intervals. Both differential evolution and MCMC methods have been previously implemented in MATLAB with codes published online (http://www1.icsi.berkeley.edu/*storn/code.html#matl; http://helios.fmi.fi/*lainema/mcmc/#sec-4). (Table 1 ). c.521CC frequencies in the simulations include reported c.521CC and c.521TC frequencies, assuming the pharmacokinetics of c.521CC are close to those of c.521TC [16] . SLCO1B1 c.521CC and ABCG2 c.421AA pharmacokinetic profiles are simulated similarly.
To validate further the modeling, for pravastatin and pitavastatin, we also prospectively predict ungenotyped pharmacokinetics. Time courses for four genotyped groups (i.e., c.521TT-c.421CC, c.521TT-c.421AA, c.521CC-c.421CC, and c.521CC-c.421AA) are generated. As mentioned above, our hypothesis is that differences in pharmacokinetics among different ethnic groups is the result of different activity associated with each genotype and different allele frequencies in each ethnic group. Based on this hypothesis, to simulate ungenotyped pharmacokinetics in an ethnic population, we take the average pharmacokinetics of four genotyped 'ethnicity-independent' groups, but weighted by the allele frequencies of SLCO1B1c.521T[C and ABCG2 c.421C[A in that specific ethnic population. Only if both pharmacokinetics and allele frequencies in the four groups were right, could the model reproduce the ungenotyped data, with the underlying assumption that OATP1B1 and BCRP are the major determinants of pharmacokinetics for the tested compounds.
Results
Analyzing Genotyped Rosuvastatin
Pharmacokinetic Data in Caucasian, Chinese, and Korean Groups
Assuming the same SLCO1B1 genotypes have the same hepatic uptake activity, and the same ABCG2 genotypes have the same F a F g , independent of ethnicity, the model can reasonably describe genotyped rosuvastatin pharmacokinetic time course data from Caucasian, Chinese, and Korean groups (Fig. 1) . c.421CC carriers have lower F a F g values than c.421AA carriers ( Table 2) . Because the allele frequency of ABCG2 c.421C[A is much higher in Asian populations than that in Caucasian populations with the same SLCO1B1 genotype, the average Asian exposure is expected to be higher than the average Caucasian exposure. c.421CC groups seem to have faster k a rates than c.421AA groups, although the difference between c.421CC and c.421AA is not statistically significant in Asian groups (Table S3 ). In addition, with the same ABCG2 c.421C[A genotypes, the Caucasian population has a slower k a rate than Asian populations. Overall, the Caucasian population also has a faster CL bile than the Asian groups. A brief discussion about these differences is provided in Sect. 4. The empirical bile transit rates (k bile , representing bile flow from the liver to the gut) are similar across three populations.
Analyzing Genotyped Atorvastatin Pharmacokinetic Data in Caucasian and Korean Groups
Genotyped atorvastatin pharmacokinetic data (i.e., SLCO1B1 genotyped atorvastatin data in Caucasian and Korean populations, and ABCG2 genotyped atorvastatin data in the Caucasian population) are analyzed similarly to rosuvastatin data. Overall, the results ( Fig. 2 ; Table 2 ) are BCRP breast cancer resistance protein, CL act hepatic active uptake, CL pass passive diffusion, F a F g the product of the fraction of a dose absorbed and the fraction of a drug passing though the gut wall without metabolism a F a F g,421CC is determined using ungenotyped Caucasian data based on the facts that the BCRP c.421AA frequency is very low in the Caucasian population, and that c.421CC and c.421CA carriers have similar pharmacokinetic profiles. Other parameters are determined by fitting genotyped data with F a F g,421CC fixed at its mean values b In estimating parameter values for pravastatin, CL pass is fixed at an assumed value to avoid huge uncertainty because of a correlation between CL act and CL pass . Details are given in the Electronic Supplementary Material similar to those for rosuvastatin. Caucasian and Korean populations require different F a F g values to describe atorvastatin data, which may be owing to the genetic variations of intestinal metabolic enzymes. Because of the lack of genotyped atorvastatin data in the absorption phase, we reduced the number of fitted parameters with assumptions that different populations share the same k a values. However, the estimated k a is still associated with large uncertainty.
Analyzing Genotyped Repaglinide Pharmacokinetic Data in Caucasian and Chinese Groups
The F a F g value for repaglinide is determined to be 1. As such, its pharmacokinetics is unlikely to be affected by the BCRP activity or the polymorphism of the ABCG2 gene. Not being confounded by BCRP activity, the compound is chosen to Fig. 1 SLCO1B1 c Fig. 3 ; Table 2 ).
Analyzing Genotyped Pitavastatin Pharmacokinetic Data in the Korean Group and Predicting Ungenotyped Pharmacokinetics in the Caucasian Group
Clinical observations suggest that ABCG2 c.421C[A is not associated with pitavastatin pharmacokinetic variability [17, 18] , consistent with in vitro observation that pitavastatin may not be a BCRP substrate [19] . The model is trained only with Asian SLCO1B1 c.521T[C data ( Fig. 4a ; Table 2; Table S3 ) are the same between Caucasian and Korean populations. The prediction matches observed pharmacokinetics in Caucasian individuals (Fig. 4b) . The ungenotyped Japanese pharmacokinetics is generated similarly. The model successfully predicts that there is a minimal difference in ungenotyped pharmacokinetics between Japanese and Caucasian populations (Fig. 4c) , as shown in a previous study [5] . The difference between c.521TT and c.521CC activity and the differences in allele frequencies among populations are not enough to introduce an obvious difference in simulated pharmacokinetics.
Analyzing Genotyped Pravastatin Pharmacokinetic Data in Caucasian Groups and Predicting Ungenotyped Pharmacokinetics in Japanese Groups
Pravastatin was chosen to perform another prospective prediction. Parameter values are estimated by fitting genotyped Caucasian data ( Fig. 5a-d) . With estimated parameter values (Table 2; Table S3 ), we simulate pharmacokinetics in four groups: (1) c.521TT c.421CC, (2) c.521TT c.421AA, (3) c.521CC c.421CC, and (4) c.521CC c.421AA. The ungenotyped pharmacokinetics in the Japanese population is prospectively predicted as the average concentration of the four groups, with the same assumption made for pitavastatin. The prediction matches observed data in Japanese from two independent studies (Fig. 5e, f) . 
Discussion
In this study, by accounting for the allele frequencies of both OATP1B1 and BCRP, we could reproduce the observed pharmacokinetic time course data of five transporter substrates in a Caucasian population and three Asian populations. As such, the observed ethnic variability can be explained with a more mechanistic approach, which not only provides insight into the source of the ethnic variability, but also a foundation for predicting such pharmacokinetic variability of other transporter substrates and in other populations. In the pioneering work published by Tomita et al., the authors proposed a hypothesis that both intrinsic ethnic variability of OATP1B1 activity and allele frequencies of OATP1B1 contribute to the observed ethnic variability [2] .
With this hypothesis, the ethnic variability in the pharmacokinetics of rosuvastatin in Caucasian and Japanese populations can be better described [2, 20] . However, the hypothesis will over-predict the ethnic variability of the pharmacokinetics of compounds minimally affected by BCRP activity, for example, pitavastatin [5] and repaglinide [4] , which a recent study noted [3] . The inconsistency between BCRP substrates and non-substrates leads to the conclusion that the intrinsic variability may be an artifact owing to an allele frequency of BCRP. The Tomita et al. hypothesis rejects such an explanation because estimated F a F g values of an individual compound (i.e., rosuvastatin) are close between Caucasian and Japanese populations [2] . However, rosuvastatin is a compound whose exposure is determined by multiple processes (absorption, hepatic uptake, and biliary excretion). Even if F a F g values are similar between Caucasian and Asian populations groups, it does not necessarily prove that the difference in exposure is the result of different OATP1B1 intrinsic activity (i.e., uptake). Essentially, in the analysis with PBPK, we find that variability in biliary excretion can have a great influence on ethnic variability in rosuvastatin exposure, although with the data available, we do not know the source of the variability in biliary excretion.
In this study, only SLCO1B1 c.521C[T and ABCG2 c.421C[A allele frequencies are taken into consideration because of limited data, although in reality, other mutations of SLCO1B1 and ABCG2, as well as mutations of other proteins may be involved in the pharmacokinetic variability. For example, with a quantitative proteomic approach, Peng et al. reported somewhat elevated hepatic expression levels of OATP1B1 in Asian individuals relative to Caucasian individuals [3] . Because SLCO1B1 c.388A[G leads to increased expression levels [3] , the result can be explained by the composition of SLCO1B1 c.388A[G in each population: AA:AG:GG is 0.38:0.45:0.17 in Caucasian samples, and 0.05:0.61:0.33 in Asian samples. Genetic variations in multidrug resistanceassociated protein 2 are associated with pravastatin exposure variability in the Caucasian population [21] . However, these data are either only available for a single compound, b Fig. 4 a SLCO1B1 c.521T[C in a single population, or not presented as time course pharmacokinetics [22] , and hence excluded from this analysis.
Owing to limited genotyped time course data for transporter substrates, we did not extend the analysis to other ethnic groups, but the approach may explain observations in these groups. Ho et al. reported that African Americans have lower pravastatin exposure than European Americans [23] . It is very likely because of a high SLCO1B1 c.388A[G frequency combined with a low c.521T[C frequency in African Americans [3, 23] . We excluded heterozygous mutants to simplify the analysis, with assumptions that activity of the ABCG2 c.421CA carrier is similar to wild-type (c.421CC) activity, and that Fig. 5 a- activity of the SLCO1B1 c.521TC carrier is similar to a homozygous mutation (c.521TT). However, the activity of a heterozygous mutant, particularly for SLCO1B1 c.521T[C, requires additional study because it is not consistent across clinical studies (i.e., c.521TC activity can be close to c.521CC, between c.521CC and c.521TT, or below c.521CC [16, 24] ).
It is interesting to see that the estimated ratio of CL act between SLCO1B1 c.521CC and c.521TT groups is around 0.6 for all compounds except for pravastatin (*0.4). It is unclear if this phenomenon is a coincidence, given the fact that this ratio depends on both the fractional OATP1B1 contribution to CL act , and the intrinsic activity difference between the two genotypes. It is also worth noting that the c.521T[C mutation does not necessarily reduce OATP1B1 activity, which has been shown in in-vitro and in-vivo studies of fluvastatin [25] [26] [27] . Unlike the other compounds studied here, atorvastatin requires different F a F g values for different ethnic groups to describe the data. Atorvastatin undergoes extensive gut metabolism [14] ; hence, genetic variations of metabolic enzymes [28, 29] may also be involved in its ethnic variability.
The impact of the BCRP polymorphism on renal clearance and CL bile is ignored in this analysis based on previous studies [7, 13] , where area under the plasma concentration-time curves and maximum plasma concentration of atorvastatin and rosuvastatin but not their elimination half-lives are affected by the ABCG2 genotype, strongly suggesting that the BCRP function mainly affects the absorption rather than biliary excretion. As such, when data are available (i.e., rosuvastatin analysis), individual CL bile values are assigned to different ethnic groups but not different ABCG2 genotypes. The estimated CL bile is higher in the Caucasian group than that in the Asian groups. However, Caucasian individuals have a slower rate than Asian individuals with the same ABCG2 c.421C[A genotype. The differences may be the result of factors other than ABCG2 mutations (e.g., genetic variation of transporters and their allele frequencies involved in biliary excretion).
For rosuvastatin, c.421CC groups seem to have faster k a rates than c.421AA groups (Table S3) , which although is only a reflection of the trend in the data, may contradict a general expectation that greater efflux activity in the c.421CC group should lead to slower absorption. Although both F a F g and k a are empirical parameters that lump multiple kinetic processes together, F a F g is a parameter reflecting the overall absorption, while k a is used to empirically describe longitudinal data (i.e., time course). It is unclear how BCRP activity may affect k a values. It also worth noting that the difference between c.421CC and c.421AA groups is insignificant in the Asian groups. In the Caucasian population, the difference is a result of fitting mean data from a single clinical study; we cannot rule out the possibility that this is an artifact in data averaging, particularly for pharmacokinetic data in the absorption phase. As to the other compounds we tested, such comparisons on absorption rates between c.421CC and c.421AA groups are either not achievable owing to limited data in absorption phase (i.e., atorvastatin and pravastatin), or not worthwhile because compounds are not BCRP substrates (i.e., repaglinide and pitavastatin). More data are required to fully understand this phenomenon.
We note that polymorphisms of multiple transporters are rarely sequenced in the same study. For a few studies where more than one transporter is sequenced simultaneously [13, 17, 30] , the results are presented as noncompartmental parameters with analysis on one transporter separated from analysis on the other transporter, which is not helpful for further mechanistic analysis that may be performed in the future. For instance, in this study, we have to combine data from multiple independent studies, and assume that the allele frequency estimated from one study can be applied to another study. This assumption is supported by previous reports that allele frequencies estimated from different studies are similar [31, 32] .
For future clinical studies, it may be helpful to simultaneously sequence genes of several key transporters to understand the combined effect from genetic variations of multiple transporters, and to publish time course data to facilitate a mechanistic analysis. By validating a more mechanistic hypothesis, the current study may serve as a starting point for prospectively predicting pharmacokinetics and guiding dose adjustment for different ethnic groups in the future. Here, we return to the question asked in Sect. 1: should we adjust dose based on ethnicity, genotype, or both? For a given drug dosed to a given patient, if the dominant transporters or metabolic enzymes in absorption and elimination are identified and well characterized, then mechanistic adjustment based on the genotype is a superior approach. It is worth noting that for a given drug, understanding of certain pharmacokinetic processes (e.g., hepatic uptake) may be better than understanding of other processes (e.g., biliary excretion). As such, if both processes dramatically influence drug exposure, it may be beneficial to combine mechanistic adjustment based on the genotype for well understood processes with empirical adjustment based on ethnicity for less understood processes.
Conclusion
For compounds with transporter-mediated activity as dominant pathways for absorption and disposition, we propose that allele frequencies of genes of multiple transporters could contribute significantly to the ethnic variability. Simulations based on this hypothesis can reasonably describe SLCO1B1 or ABCG2 genotyped pharmacokinetic time course data in Caucasian, Chinese, Japanese, and Korean populations. By eliminating the compound-dependent intrinsic ethnic variability, the work accomplished here can facilitate efforts to predict prospectively ethnic variability in the pharmacokinetics of transporter substrates.
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